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breaks or apurinic sites in HeLa cell DNA by
methylmethane sulphonate have been ob-
tained, knowing the extent of methylation of
DNA by the compound (Roberts et al.,
Chem. Biol. Interact., 1971, 3, 29). High
doses of MAM acetate (1 hour treatment)
had no effect on the sedimentation rate of
template DNA, and this is taken as evidence
that, compared with MMS, MAM acetate is
toxic at low levels of DNA methylation in
HeLa cells. However, ligation of DNA
synthesized after MAM acetate treatment is
inhibited.
In cells exposed to physiological doses of
the carcinogen, ligation of DNA synthesized
immediately after treatment appears to be
completed, but 24 hours after treatment,
when these cells have divided and DNA
synthesis is inhibited (Van den Berg and
Ball, Mttation Res., 1972, 16, 381), the
assembly of newly synthesized DNA is
severely affected.
The results may be of significance in
relation to the suggestion that 0-6 methyl-
guanine may be an important toxic lesion in
HeLa cells exposed to carcinogenic methyl-
ating agents.
THE KINETIC RESPONSE OF HeLa
CELLS TO MAM ACETATE TREAT-
MENT, A. J. Bedford, J. C. Knowles, T. E.
Kenny and H. W. Van den Berg, Department
of Cancer Research, University of Leeds.
Kinetic analyses of synchronized HeLa
cells treated in G1 with the carcinogenic
methylating agent MAM acetate have been
performed using the techniques of microcine-
matography.
Results obtained showed that the first
cycle after treatment was extended by a
short period (cycle time = 1,400 min com-
pared with control time of 1000 min) but all
cells successfully divided. The major effect
of the drug is expressed in the second cycle,
resulting in an extension of interphase and
mitosis (cycle time = 3600 min). These re-
sults are in agreement with other earlier
biochemical findings (Van den Berg and Ball,
Mutation Res., 1972, 16, 381).
The cell cycle times for survivors of the
third and fourth cycles return to near normal
values consistent with completion of a re-
covery process during the second cycle.
Alow correlation (r = 0.55) existsbetween
the cycle times of surviving daughter pairs in
the third cell cycle, but correlations approach
control values in the other cell cycles
(r = 0.95).
The toxicity ofthe drug is apparent in the
second and third cycles (5000 death/cycle)
and the timing of cell death falls into two
distinct groups: late death, the major type in
the second cycle (mean = 4353 ± 608 min)
and early death, predominant in the third
cycle (mean = 651 ± 216 min). These two
groups may also be distinguished on mor-
phological grounds.
HISTOLOGY OF TUMOUR FORMA-
TION IN THE BLADDER OF RATS
RECEIVING DIETARY SACCHARIN
AND A SINGLE DOSE OF N-METHYL
N-NITROSOUREA, J. Chowaniec, R. M.
Hicks and J. St. J. Wakefield, School of
Pathology, The Middlesex Hospital Medical
School, London.
Preliminary results indicated that dietary
saccharin could act as a co-carcinogen with
N-methyl N-nitrosourea at doses at which
neither alone produces tumours (Hicks,
Chowaniec and Wakefield, Nature, Lond.,
1973, 243, 424). The incidence of further
bladder tumours in animals from this and
other experiments using higher doses of
saccharin confirms this observation. Most
tumours are epithelial and vary from papil-
lary outgrowths and sessile transitional cell
tumours to invasive squamous metaplasia.
Some sarcomata are also observed.
The rise inurinary pH in animals receiving
saccharin predisposes to the formation of
urinary calculi in the bladder, ureters and
kidney. Histological examination indicates
that some calculi originate below the epi-
thelium. This suggests a breakdown of the
normal epithelial permeability barrier, thus
allowing the pH of the tissue fluids in the
bladder wall to rise in parallel with the urine.
TOXIC EFFECT OF N-METHYL-N-
NITROSOUREA ON NORMAL AND
TRANSFORMED CELLS, Ray Wilkinson
and A. H. W. Nias, Courtauld Institute of
Biochemistry, TheMiddlesexHospitalMedical
School and Glasgow Institute of Radiothera-
peutics, Glasgow.
Mammalian cells treated in vitro with
carcinogenic chemicals exhibit characteristics
of neoplasia and associated resistance to the
toxic effects ofthe carcinogen. Investigation